Flavonoids scavenged the free radicals and protect body from various diseases. The various types of flavonoids are present in the plants. More than 6000 flavonoids have been identified and still research requires to explore unidentified flavonoids. Hence, it was planned to to isolate and characterized the novel flavonoids present in bark of Thespesia populnea. In addition the quantification of phytoconstituents present in Thespesia populnea bark extract was also investigated. The petroleum ether, chloroform, acetone, ethanol and aqueous extract of barks were prepared. All the extracts were screened to quantify the total alkaloid, total polyphenol and total flavonol content. The ethanol extract was processed for column chromatography for isolation and characterization of flavonoids. The outcomes of total alkaloid exhibited present in chloroform, acetone and ethanol extract; while the total polyphenol and total flavonol were present in acetone, ethanol and aqueous extract. The ethanol extracts exhibited highest amount of polyphenol and flavonoids content compared to other extracts. The nine fractions (F1 to F9) were isolated from the ethanol extract of Thespesia populnea. The compound A and compound B were obtained after rechromatography. On the basis of various spectroscopic data, compound A and B isolated from Thespesia populnea extract were identified as 3,5,7-trihydroxy-4H-chromen-4-one and 2,2'-Trimethoxy-6,8-Dihydroxy-Isoflavone, respectively.
Introduction
Medicinal plants always play an important role for the development of health in mankind long before recorded history. .
The present study was aimed to isolate and characterized the novel flavonoids present in bark of Thespesia populnea. In addition the quantification of phytoconstituents present in Thespesia populnea bark extract was investigated.
Materials and Methods

Plant material
The barks of Thespesia populnea was selected for our present work.
Collection and identification of plant material
The barks of Thespesia populnea were collected from the 
Preparation of extracts
The powder of the bark of Thespesia populnea was packed in the Soxhlet apparatus and successively extracted with petroleum ether, chloroform, acetone, ethanol and distilled water until the completion of the extraction. The extract were filtered while hot, and the resultant extract was distilled in vacuum under reduced pressure in order to remove the solvent completely, and later dried in a desiccator. After that extracts of petroleum ether, chloroform, acetone, ethanol and aqueous were kept in air tight container for further study.
Quantitative analysis of phytoconstituents
Total alkaloid content
The petroleum ether, chloroform, acetone, ethanol and aqueous extracts (1mg/ml) was dissolved in 2N HCl and then filtered. 1 ml of this solution was transferred to separating funnel and washed with 10 ml chloroform (3 times). The pH of this solution was adjusted to neutral with 0.1 N NaOH. Then 5 ml of bromocresol green (BCG) solution and 5 ml of phosphate buffer were added to this solution. The mixture was shaken and complex extracted with 1, 2, 3 and 4 ml chloroform by vigorous shaking, the extract was then collected in a 10 ml volumetric flask and diluted with chloroform. The absorbance of the complex in chloroform was measured at 470 nm. The whole experiment was conducted in three replicates.
Calibration curves of atropine
Accurately weighed 100 mg of atropine was dissolved in 100 ml of 2N HCl which gives the concentration of 1000 µg/ml. A set of standard solutions of atropine (1 to 10 µg/ml) were prepared. 
Total polyphenol content
Total polyphenol content was determined using colorimetric method. 1.0 ml of the prepared extract was oxidized using 2.5 ml of Folin-Ciocalteu reagent, and 2.0 ml of sodium carbonate solution (75 g/l) was then added to the reaction mixture. The absorbance readings were taken at 760 nm after incubation at room temperature for 2 h. The amount was calculated using the gallic acid calibration curve [11] [12] [13] . The results were expressed as gallic acid equivalent (GAE) mg per 100 ml of the sample (extract).
Calibration curves of gallic acid
Accurately weighed 100 mg of gallic acid was dissolved in 100 ml of distilled water which gives the concentration of 1000 µg/ml. 10 ml of this solution was taken and made up to 100 ml with gallic acid which contains the concentration of 100 µg/ml.
Further 10 ml of this solution was taken and made up to 100 ml with gallic acid which contains the concentration of 10 µg/ml. 1 to 10 ml were taken from this solution and made up to 10 ml to get the concentration ranges of 1 to 10 µg/ml. Calibration curve was plotted by mixing 1 ml aliquots of gallic acid solutions with 2.5 ml of Folin-Ciocalteu reagent and 2.0 ml of sodium carbonate solution (75g/l). The absorbance was measured after incubation at room temperature for 2 h at 760 nm using UV spectrophotometer, against blank solution.
Total flavonol content
Flavones and flavonols contents were analyzed by the colorimetric method. 9.8 ml of the prepared extract was mixed with a 10% solution of aluminum chloride (200 μl). After 30 min, absorption was measured at a 425 nm wavelength. The amount was calculated using quercetin calibration curve [11] [12] [13] . The results were expressed as the quercetin equivalent (QE) mg per 100 ml of the sample.
Calibration curves of quercetin
Accurately weighed 100 mg of quercetin was dissolved in 100 ml of distilled water which gives the concentration of 1000 µg/ml. 10 ml of this solution was taken and made up to 100 ml with quercetin which contains the concentration of 100 µg/ml.
Further 10 ml of this solution was taken and made up to 100 ml with quercetin which contains the concentration of 10 µg/ml. 1 to 10 ml were taken from this solution and made up to 10 ml to get the concentration ranges of 1 to 10 µg/ml. Calibration curve was plotted by mixing 9.8 ml aliquots of quercetin solutions with a 10% solution of aluminum chloride (200 μl). The absorbance was measured 30 min at 425 nm using UV spectrophotometer, against blank solution.
Isolation of compounds from ethanol extract
The extract was packed to column chromatography applying obtained from melting points, UV spectra, IR spectra, NMR spectra and Mass spectra 14, 15 .
Results and Discussions
Quantitative analysis of phytoconstituents
Total alkaloid content of Thespesia populnea
The petroleum ether, chloroform, acetone, ethanol and aqueous extracts of Thespesia populnea was evaluated for investigation of the total alkaloid content concentrations in extracts. Standard curve of atropine was calculated and plotted in distilled water for determining absorption data (Fig 1) . From this Beer's law range and regression coefficient is determined. The linear equation of atropine was found to be y = 0.0138x (Fig 1) .
The results of the total alkaloid content of the extracts examined are depicted in table 1. The total alkaloid content in extracts, 
Total phenolic content of Thespesia populnea
The petroleum ether, chloroform, acetone, ethanol and aqueous extract of Thespesia populnea was evaluated for investigation Standard curve of gallic acid was calculated and plotted in distilled water for determining absorption data (Fig 2) . From this
Beer's law range and regression coefficient is determined. The linear equation of gallic acid was found to be y = 0.0395 x -0.0052 (Fig 2) . The results of the total phenolic content of the extracts examined, using Folin-Ciocalteu method, are depicted in table 2. 
Total flavonol content of Thespesia populnea
The concentration of flavonoids in petroleum ether, chloroform, acetone, ethanol and aqueous extract of Thespesia populnea were determined spectrophotometrically using aluminum chloride. The content of flavonoids was expressed in terms of quercetin equivalents. Standard curve of quercetin was calculated and plotted in distilled water for determining absorption data (Fig 3) .
Fig 3: Calibration curve of quercetin in distilled water
From this Beer's law range and regression coefficient is determined. The linear equation of quercetin was found to be y = 0.0379x -0.0153 (Fig 3) . The content of flavonoids identified in the tested extracts is shown in 
Characterization of Compound from extracts
Characterization of Compound -A
The melting point of isolated fraction was recorded to be >260
°C.
The to presence of these flavonoids. In future more research is required to evaluate the pharmacological activity of these isolated compounds.
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